Transaction Report:
(Note: With the exception of the correction of typographical or spelling errors that could be a source of ambiguity, letters and reports are not edited. The original formatting of letters and referee reports may not be reflected in this compilation.) 1st Editorial Decision 27 March 2011
Thank you for submitting your manuscript for consideration by The EMBO Journal. Three referees have now evaluated it, and their comments are shown below. As you will see all three referees are positive and support publication after appropriate revision. I would thus like to invite you to prepare a revised manuscript in which you need to address the points raised by the referees in an adequate manner. I should remind you that it is EMBO Journal policy to allow a single round of revision only and that, therefore, acceptance of the manuscript will depend on the completeness of your revisions included in the next, final version of the manuscript. Please do not hesitate to contact me at any time in case you would like to discuss any aspect of the revision further.
When preparing your letter of response to the referees' comments, please bear in mind that this will form part of the Peer Review Process File, and will therefore be available online to the community. For more details on our Transparent Editorial Process, please visit our website: http://www.nature.com/emboj/about/process.html
We generally allow three months as standard revision time. As a matter of policy, competing manuscripts published during this period will not negatively impact on our assessment of the conceptual advance presented by your study. However, we request that you contact the editor as soon as possible upon publication of any related work, to discuss how to proceed.
Thank you for the opportunity to consider your work for publication. I look forward to your revision.
Yours sincerely,
Editor
The EMBO Journal
------------------------------------------------REFEREE COMMENTS
Referee #1
This is an interesting study by Britta Qualmann and colleagues on the characterization of the syndapin 1 knockout mouse. Syndapin 1 is an accessory factor that belongs to the F-BAR family of proteins and has been implicated in the regulation of actin and endocytosis, including synaptic vesicle recycling. Syndapin 1 has also been implicated in the recruitment and regulation of fission factor, dynamin. This comprehensive characterization of the syndapin-1 KO mouse is important, as it provides genetic evidence for a role of an F-BAR protein in synaptic vesicle trafficking, neurotransmission and control of excitability. This mutant shares several features in common with other mouse mutants, such as the dynamin 1 and amphiphysin 1 KO. It also confirms the tight partnership between syndapin-1 and dynamin isoforms. Altogether, I have no major criticisms. The authors have done a great job with the characterization of the KO mouse and the manuscript is generally well written. I only recommend that the authors should write a shorter, more focused discussion, because currently, there are several aspects that appear tangential to the main message of the MS and some repetition.
Referee #2
Qualmann and colleagues report here on the role of syndapin 1, an FBAR protein family member, in synaptic vesicle formation and network activity. Syndapin 1 KO mice are viable and fertile but suffer from epileptic seizures. Furthermore, evoked transmission is reduced at both excitatory and inhibitory synapses. Ultrastructural analysis of the hippocampus and in partiular of retinal ribbon synapses reveals increased numbers of endosomal and endocytic intermediates and enlarged SVs, a phenotype somewhat reminescent of what is seen in dynamin 1 KO mice. Consistent with such a functional partnership between syndapin and dynamin the authors show that dynamins 1-3 display reduced membrane association in vitro. Finally, slice preparations from KO animals show altered hippocampal network activity, which likely explains the observed seizures. The authors thus suggests an important function of syndapin 1 in regulating dynamin recruitment to membranes, thereby regulating presynaptic vesicle cycling under conditions of high level activity.
This is a high-quality Ms presenting a near complete analysis of the synaptic phenotypes obserevd in syndapin 1 KO mice. The finding that syndapin recruits dynamin to membranes is novel and of general interest as are the general implications of this work for the neuroscience community. I thus recommend publication of this work in The EMBO J provided a few points have been addressed.
1. In fig. 3 it is shown that activity-induced SV cycling causes the accumulation of omega-shaped endocytic intermediates. Based on the recruitment assays one might expect that these structures contain clathrin coats (as seen in Dyn 1 KO mice) but (partially) lack dynamin. Such analysis would greatly improve the paper. This paper analyzes knockout mice lacking syndapin-1. The phenotype is very interesting, and the paper is overall highly suitable for EMBO J. However, there are many overall rather minor problems that need to be addressed.
1. Data: the EMs do not look sharp, but that may be due to the file size restrictions of the review copy. For the biochemistry, it would be of interest to perform a more in-depth analysis of protein complexes involved in endocytosis. For the electrophysiology, the authors should show the mini amplitude results, and should remove Figure 6E and 6F, which is meaningless -one can't do that kind of thing in slices, that is what input/output curves are for .... Figure 8A should be put into Figure 7 , and the rest of Figure 8 fits better into the SOMs since there is no tangible result.
Interpreting Figure 7 as a change in excitatory/inhibitory balance (whatever that term means -it was fashionable for a while, but is pretty much being abandoned now, since there is no single 'excitation' and 'inhibition') is too simplistic, although the data are interesting. What one would like to see in the slice physiology is the response of synapses to stimulus trains. Short-term plasticity analyses would be very informative given the EM phenotype.
2. Presentation. The title is inappropriate -this is a paper about syndapin-1, not about 'networks', and pandering to the current fashion of emphasizing networks in what is essentially a cell biology paper is misleading. After all, if synapses don't work well, networks won't either, so the conclusion that mice with a deficit in synaptic function have network dysfunction is trivial. Much of the writing needs to be changed. For example, for a scientific article the sentence in the abstract ""F-BAR proteins are predestined to serve as membrane curvature sensors and/or inducers and may thereby support membrane remodeling processes, yet, their in vivo functions urgently await disclosure." 'Predestincation' is a religious term, and really doesn't belong here, and it is hard to imagine that proteins are just there waiting for us to study them ....
All of these problems can be easily fixed, and overall this is a very interesting study that would fit into EMBO J.
1st Revision -authors' response 19 July 2011
Our detailed responses to the referee comments.
(…) Altogether, I have no major criticisms. The authors have done a great job with the characterization of the KO mouse and the manuscript is generally well written. I only recommend that the authors should write a shorter, more focused discussion, because currently, there are several aspects that appear tangential to the main message of the MS and some repetition.
We thank the referee for her/his positive evaluation of our work. The revised manuscript now includes a discussion that has i) been streamlined and shortened and ii) liberated from as many redundancies as possible.
We hope that the referee will agree with us that the new discussion reads more smoothly and thus is more enjoyable.
(…) This is a high-quality Ms presenting a near complete analysis of the synaptic phenotypes obserevd in syndapin 1 KO mice. The finding that syndapin recruits dynamin to membranes is novel and of general interest as are the general implications of this work for the neuroscience community. I thus recommend publication of this work in The EMBO J provided a few points have been addressed.
We thank the referee for her/his positive evaluation of our work. Please see below for our pointtopoint responses to the further suggestions and questions of the referee.
1. In Fig. 3 it is shown that activity-induced SV cycling causes the accumulation of omegashaped endocytic intermediates. Based on the recruitment assays one might expect that these structures contain clathrin coats (as seen in Dyn 1 KO mice) but (partially) lack dynamin. Such analysis would greatly improve the paper. Figure S3 .
In presynapses, the organization of actin filaments is difficult to visualize and to quantitatively evaluate. Changes of the F-to G-actin ratio, however, can be measured biochemically and immunohistochemically. During our revision work we did both types of experimental series to address the referee's question. Panels A and B of the newly added Supplementary Figure S3 of the revised manuscript shows that hippocampal slices from syndapin I KO incubated for 24 h with Alexa Fluor®488-conjugated DNAse I and Alexa Fluor®568-conjugated phalloidin did not differ from WT slices in quantitative immunofluorescence measurements.

For biochemical F-actin/G-actin quantification, synaptosomes prepared as described previously (Wyneken et al, 2001) were subjected to F-actin separation from G-actin by a 20 min centrifugation at 100,000 g according to Boyl et al (2007). Quantitative Western blotting using fluorescently labeled secondary antibodies, detected by a LI-COR Odyssey system showed that also with this independent method F-/G-actin ratios in synapses of syndapin I KO mice did not differ from WT mice. These additional data sets are shown in panels C and D of the newly added Supplementary
Referee #3
This paper analyzes knockout mice lacking syndapin-1. The phenotype is very interesting, and the paper is overall highly suitable for EMBO J. However, there are many overall rather minor problems that need to be addressed. 
6G,H).
For the electrophysiology, the authors should show the mini amplitude results Figure 7C of the revised manuscript). Figure 7F ).
The revised manuscript now shows the amplitudes of mEPSCs of wildtype and syndapin I KO (new
Furthermore, a comparison of the amplitudies of mIPSCs of WT vs. syndapin I KO has been inserted into the revised manuscript (
(the authors) should remove Figure 6E and 6F, which is meaningless Fig. 6 = Fig.  7H and J in the revised manuscript) indeed can also be extracted from the data sets shown in the panels G,I.
The referee is right. The fact that eEPSC and eIPSC amplitudes are diminshed in CA1 pyramidal neurons of syndapin I KO mice compared to WT cells (panels E and F of the former
We added these panels only for one reason, the shown comparisons between the two data points directly mirror panels shown in the publication of Ferguson et al (2007) studying dynamin I KO mice (Fig. 2C). The panels thereby allow for a direct comparison of syndapin I and dynamin I KO phenotypes. We hope that the referee agrees with us that offering the readers a possibility for direct comparison improves the accessibility of our results, as it becomes obvious that syndapin I KO phenocopies dynamin I deficiency in eEPSC and eIPSC amplitude examinations.
We hope that the referee finds our explanation for the inclusion of these two panels in Figure 7 plausible and acceptable. In this case, we would like to leave them in the manuscript. In our eyes, the possibility to more easily compare data from related publications is worth the minimal space used for panels H and J of the revised Figure 7 . Figure 8A should be put into Figure 7 , and the rest of Figure 8 fits better into the SOMs since there is no tangible result. Interpreting Figure 7 as a change in excitatory/inhibitory balance (whatever that term means -it was fashionable for a while, but is pretty much being abandoned now, since there is no single 'excitation' and 'inhibition') is too simplistic, although the data are interesting.
As the referee suggested, the seizure data from the former Figure 8 have been combined with the data of the former Figure 7 . Please see revised Figure 8A -H. Figure S2 ). Figure 8 (former Figure 7) Clayton et al (2010) .
In further compliance with the referee's suggestions, we moved the Manganese-enhanced magnetic resonance imaging of WT and syndapin I KO mice and corresponding quantitative volumimetric analyses revealing an increase of the hippocampal volume in syndapin I KO mice into the Supplementary Material (new Supplementary
As far as the interpretation of the data shown in
As shown by the newly inserted Figure 7K (Virmani et al., 2006) but apparently also between excitatory and inhibitory synapses (Ertunc et al., 2007) . In agreement with this, it has been reported that inhibitory neurons are very sensitive to impaired endocytic activity (Ferguson et al., 2007; Hayashi et al., 2008; Boumil et al., 2010 Thank you for sending us your revised manuscript. Our original referees 2 and 3 have now seen it again, and you will be pleased to learn that in their view you have addressed all criticisms in a satisfactory manner and that the manuscript will ultimately be publishable in The EMBO Journal.
Still, there are a number of editorial issues that need further attention before we can formally accept the manuscript:
* Please include an author contributions section as well as a conflict of interest statement into the main body of the manuscript text after the acknowledgements section.
* Please include the number of independent repeats into the legends of figures 1F, 3D, 3E, 3G, 7B, 7C, 7E, 7F, 7H, 7J.
* Please include scale bars together with explanations for figures 2A, 2B, S2A. Could you also provide us with an explanation of the scale bars in the figure for referee 2, please, as this will be needed for the Peer Review Process File?
* Prior to acceptance of every paper we perform a final check for figures containing lanes of gels that are assembled from cropped lanes. While cropping and pasting may be considered acceptable practices in some cases (please see Rossner and Yamada, JCB 166, 11-15, 2004 ) there needs to be a proper indication and explanation in all cases where such processing has been performed according to our editorial policies. Please note that it is our standard procedure when images appear like they have been pasted together without proper indication (like a white space or a black line between) and/or explanation in the figure legend to ask for the original scans. In the case of the present submission there are a number of panels that do not fully meet these requirements: figure 1D (do all lanes come from the same gel?), 6B (do all lanes come from the same gel?), S7 (bottom panel). I therefore like to kindly ask you to include suitably amended versions of these figures and/or figure legends in the final version of this manuscript. Please be reminded that according to our editorial policies we also need to see the original scans for the figures in question.
I am sorry to have to be insistent on this at this late stage. However, we feel that it is in your as well as in the interest of our readers to present high quality figures in the final version of the paper.
Thank you very much for your cooperation.
Editor
